The immunofluorescence labeling of a protein in cultured cells typically involves fixation and permeabilization of the cells prior to immunoreaction. However, permeabilization may not be required for the immunolabeling of cell surface proteins. Tissue non-specific alkaline phosphatase (TNSALP) is located on the cell surface and anchors to the plasma membrane through a glycosylphosphatidylinositol (GPI) structure at the C-terminus of the protein 1 . The cell immunofluorescence staining properties of TNSALP were investigated by preparing U2OS cells transfected with the pcDNA3-TNSALP expression vector using Lipofectamine 2000 (Thermo Fisher Scientific, Waltham, MA, USA). The cells were first fixed with formaldehyde, treated with phosphate buffered saline with or without 0.1% saponin, and then stained with TNSALP antibody (Fig. 1) . Fluorescence of TNSALP was detected on the surface of the cells (Fig. 1A and B) . Furthermore, a strong fluorescence signal was evident at the juxtanuclear position of the saponin-permeabilized cells (Fig. 1B) , showing that TNSALP protein passes through the endoplasmic reticulum and Golgi apparatus during synthesis 1,2 .
Fig. 1.
Immunofluorescence detection of expressed tissue non-specific alkaline phosphatase (TNSALP). The 
Fig. 2.
Immunofluorescence detection of the tissue non-specific alkaline phosphatase (TNSALP) mutant.
Immunostaining was performed as described in Figure 1 . Cells were transfected with the following expression vectors: WT, wild-type TNSALP; 1559delT, mutant TNSALP lacking the glycosylphosphatidylinositol anchor; mock, only pcDNA3 vector (negative control).
